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t'nited Kingdom by MCMILLAN PUBLISHERS LTD, 1990 o ^^■kM^W-\^. 

rr^W^Wm^mX'hoX ^\^\ mx.i-£^ 1ffLi^m}itVXn. Pab. F(ab')2, Fv 
(Huston, J. S. et al., Proc. Natl. Acad. Sci. U.S.A. (1988) 85, 5879-58 

83)ds^(f e^ttSo ;iri$:6«ji^f^, ^i^^mm. m±\t. -<^i>^>^xmi 

Co, M. S. et al., J. Immunol. (1994) 152, 2968-2976 ; Better, M. and Hor 
witz, A. H. , Methods Enzymol. (1989) 178, 476-496 ; Pluckthun, A. and Sk 
erra, A. , Methods Enzymol. (1989) 178, 497-515 ; Lamoyi, E. , Methods Enz 
ymol. (1986) 121, 652-663 ; Rousseaux, J. et al. , Methods Enzymol. (198 
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6) 121, 663-669 ; Bird, R. E. and Walker, B. ff. , Trends Biotechnol. (199 

1) 9, 132-137 o 

^i^^mi^tVX^ i!^)>zr.^VV'!f^)-=^--}\^ (PEG) ^<n>^m9^=i-}l1l^^\.fTL 

s : A Laboratory Manual. Ed Harlow and David Lane, Cold Spring Harbor La 
boratory, 1988) :itbe> rRR^^tbS t><^-eJ*j'jiV>o _hia-e#e>ttytin:#:<^ 
^l£M^ri@^^S<^?W^XJli.#^5^-a^^^^^^*fe (Enzyme-linked inmninosor 
bent assay ; ELISA) m\Z. J; !9 9 - ii^'^^ 

:7^t37^-f >'G;57^-t>*s#ff e>tv5o i^^nf^^ >^A^S^ffiv^f^:;«7^^ 

b"C> Hyper D, POROS, Sepharose F. F. (Pharmacia) # If ?jtt So 

bj/^-^^-. jp^TK-tii^n-^ b-?'9:7^— . 'J^/V'liiiils M 

^^Vi^Y-if'?^^—. ^^i^ p-r hi5^'7 7 W—^:e>5^lf?3^S (Strategies fo 
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r Protein Purification and Characterization : A Laboratory Course Manual. 
Ed Daniel R. Marshak at al. , Cold Spring Harbor Laboratory Press. 1996) „ 

r tte><D^ 13-^ b 7^ — » HPLc. FPLc m(omn^ b ^ w —^m^^ 

tll^s ^^J^-^^^^^feife (Enzyme-linked immunosorbent assay ; ELISA) ^ 
t;$s-et6o ELISA^ffiV^?,#^. 

BIAcore (Pharmacia ^ ^ 

^ i^-^ 96 p V- b ^^v>-C ELISA J; 9 fr 5 :i ds-e# So 

;^^M{-*r-r s^f^sf^^^Me^-f/v-;^ y -^v^/^ig ^ uy^ elisa -t?^< 

V-^^^'^^^ Ufc elisa b7^-^2}f-^5r-<^^^^fl^^ 
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y^^^ y — ^;js-T?#So b^v;^:^?— tJ'— l-^f-rsfS-a-^^^^l-J^^. 

5/mia2?!lJ55^'ft;UW5;ii:;6S#^^*^TV>5a Biol. Chein.,276, (200l))o 
^IttPsT ^ /^©^'fbUfc OATP-C <Z)-ett^^lJ:oV^T:z|s:|il?g<^:&fel2^<fc t) 

^^fe(Hashimoto-Gotoh, T. et al. . Gene, 152, 271-275, (1995). Zoller, M 
J, and Smith, M. , Methods Enzymol, 100. 468-500, (1983), Kramer, W et a 
1., Nucleic Acids Res, 12, 9441-9456, (1984). Kramer, ff and Fritz, HJ. , 
Method Enzymol, 154, 350-367, (1987) . Kunkel. TA. , Proc Natl Acad Sci US 
A, 82, 488-492, (1985). Kunkel, TA. , Methods Enzymol, 85, 2763-2766, (19 
8 8) ) 3fe if ^ ^ V ^ 5 r i: T? t 5 o 
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hye^A^^^^^/K ;?;/v-:^e^A^^^/K J^P^^A^^^-'K ^t^^^F^-Y^ 
/K |^^:^V^^^/V^if<^-r;^i^^-Y^/^ (ion channe 

■ i":-=t:3S^#:(GPCR : G protien coupled receptor) (31 ^>i^i^Mi"S ^ ^ *^"^tS'^^^<» 
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I B^JID 

001094 



ACCN1 lamilorlde-sensltivecatton channel 1 . neuronal (degenerin) 



NM. 
NM_001095 
NM 020039 



ACCN2 amiloride-sensitive cation channel 2. neuronal 



ACCN3 I amiloride-sensitive cation channel 3, testis 



NM_004769 
NM_020321 
NM_020322 
NM 000385 



AQP1 laquaporin 1 (channel-forming integral protein. 28kD) 



ASIC4 I putative acid-sensing ion channel 



NM 018674 



CACNA1 A calcium channel, voltage-dependent, P/Q type, alpha 1A subunit 



NM_000068 
NM 023035 



CACNAIBlcalcium channel, voltage-dependent. Ltype, alpha 1 B subunit 



NM 000718 



CACNAIcjcaicium channel, voltage-dependent, Ltype. alpha 1C subunit 
CACNAIDlcalcium channel, voltage-dependent. Ltype. alpha ID subunit 



NM_000719 
NM 000720 



CACNAlElcalcium channel, voltage-dependent, alpha 1 E subunit 
CACNA1 F Icalcium channel, voltage-dependent, alpha 1 F subunit 
CACNAIGIcalcium channel, voltage-dependent, alpha 1G subunit 
CACNA1H Icalcium channel, voltage-dependent, alpha 1H subunit 



NM_000721 
NM 005183 



NM 



n 



n 021098 



CACNA1 1 Icalcium channel, voltage-dependent, alpha 1 1 subunit 
SACNA1S Icalcium channel, voltage-dependent, Ltype. alpha IS subunit 



iM 021096 



; -".M 0OOG69{i' 



CACNA2D 


calcium channel, voltage-dependent, alpha 2/delta subunit 2 


NM 006030 


CACNB1 


calcium channel, voltage-dependent, beta 1 subunit 


NM 000723 


CACNB2 


calcium channel, voltage-dependent, beta 2 subunit 


NM 000724 


CACNB3 


calcium channel, voltage-dependent, beta 3 subunit 


NM 000725 


CACNB4 


calcium channel, voltage-dependent, beta 4 subunit 


NM 000726 


CACNG1 


calcium channel. voKage-dependent. gamma subunit 1 


NM 000727 


CACNG2 


calcium channel, voltage-dependent, gamma subunit 2 


NM 006078 


CACNG3 


calcium channel, voltage-dependent, gamma subunit 3 


NM 006539 


CACNG4 


calcium channel, voltage-dependent, gamma subunit 4 


NM 014405 


CACNG5 


Icalcium channel, voltage-dependent, gamma subunit 5 


NM 014404 


CACNG6 


calcium channel, voltage-dependent, gamma subunit 6 


NM 031897 


CACNG7 


Icalcium channel, voltage-dependent, gamma subunit 7 


NM 031896 


CACNG8 


Icalcium channel, voltage-dependent, gamma subunit 8 


AF288388 


CLCA1 


Ichloride channel, calcium activated, family member 1 


NM 001285 


CLCA2 


Ichloride channel, calcium activated, family member 2 


NM_006536 


CLCA3 


Ichloride channel, calcium activated, family member 3 


NM_004921 


CLGA4 


Ichloride channel, calcium activated, family member 4 


NM 012128 


CLCN1 


chloride channel 1 . skeletal muscle (Thomsen disease. 


NM_000083 
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^hlnririp chnnncl 2 


yil\/l_004366| 




^hlnrirlo rhannf^l 3 ^ 


4M_001829 




^hlnririp channel 4 ' 


\IM_001830 




^hinriria rhannpi 5 (neDhrolittiiasis 2. X-Hnked, Dent disease) 1 


SIM_000084 


CLCN6 ( 


chloride channel 6 ' 

1 

1 


S|M_001286 
MM_021735 
MM_021736 
NM_021737l 




rhlnriHp channel 7 


NM_001287 




rvhlnriHo rhahnol Ka 


NM_004070 


PI PWI^R 


rhinririp nhann^l Kb 


NM_000085 




rhinririe intracellular channGi 1 


NM_001288 
NM_001288 


PI IPO 


r^hinriHo intracplhilar channel 2 


Niyi_001289 


PI IP*4 


f^hinriHo IntracAlliilar channel 3 


Ni\/I_004669 


PI IPA 


rhinridp intracellular channot 4 


NM_013943 


PI IPK 


r^hinririo intracpllular channel 5 


NM_016929 


PI iPft 


r^hinririo intracplUjIar channel 6 


BG1 84920 1 


CLNS1A 


chloride channel, nucleotide-sensitivfv, t A 


NM_001293r 




n\/Hir^ niirlpntidp cated Channel alD^vv:. 1 


NM_000087b 


CNGA3 


cyclic nucleotide gated channel alpha 


NM_001298r 


CNGB1 


cyclic nucleotide gated channel beta 1 


NM 00129>7r' 


CNGB3 


cyclic nucleotide gated channel beta 3 


NM_019098 


DKFZP43 


potassium channel modulatory factor 


NM.020122 


ECAC1 


epithelial calcium channel 1 


NM_019841 


ECAG2 


epithelial calcium channel 2 


AJ243501 1 
AJ243500 


HCN2 


hyperpolarization activated cyclic nucleotlde-gated potassium 
channel 2 , 


NM_001194 


HCN4 


hyperpolarization activated cyclic nucieouae-gaiea poiassium 
channel 4 . ■ 


NM 005477 




ilvoltage-gated sodium channel beta-3 subunit (scn3D gene) 


Niy/I_018400 


ncalclum channel, voltage-dependent, alpha 2/delta 3 subunit 


Kllil mffSOQl 

NM_Ulc>oS»0| 




potassium voltage-gated channel, shaker-related subfamily, 
member 1 (episodic ataxia with myokymia) 


NM_000217 


KCNA10 


potassium voltage-gated channel, shaker-related subfamily. 

member 10 


■ NM_005549 


KCNA2 


potassium voltage-gated channel, shaker-related subfamily, 
member 2 


NM_004974 
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KCNA3 


sotassium voltage-gated channel, shaker-related subfamily, 
member 3 


NM_002232 


KCNA4 


Dotassium voltaae-aated chaurtnel. shaker-related subfamily, 
member 4 


NM_002233 


KCNA5 


notassium voitaae-aated channeL shaker-related subfamily, 
member 5 


NM_002234 


KCNA6 


DotKsium voltaae-aated channel, shaker-related subfamily, 
members 


NM_002235 


KCNA7 


Dotassium voltaae-aated channel, shaker-related subfamily, 
member 7 


NM_031886 


KHNARI 


Dntdsfiium voltaae-aated channel shaker-related subfamily, 
beta member 1 


NM_003471 




nnta^^iiim voltane-aated channel shaker-related subfamily, 
beta member 2 


NM_003636 




nnta^^iiim \/nitane-aated channel shaker-related subfamily, 
beta member 3 


NM_004732 


KCNB1 


Dotassium voRaae-aated channel. Shab-related subfamily, 
member 1 


NM_004975 


KCNB2 


Dotassiu^' f;oitaae-aaied channel. Shab-related subfamily, 

membt;^^2 


NM_004770 


KCNC1 


potassL:^ voltage-gated vi^tanhel, Shaw-related subfamily, 
member 1 


NM_004976 




notassium voKaae-aated channel. Shaw-related subfamily, 
member 3 


NM_004977 




Dotassium voltaae-aated channel. Shaw-related subfamily, 
member 4 


NM_004978 




nnta^^ium voKaoe-aated channel Shal-related SUbfamilV. 
member 1 


NM_004979 


KCND2 


Dotassium voltaae-aated channel, Shal-related subfamily, 
member 2 


NM_012281 


KCND3 


potefislum voltage-gated channel, Shal-related subfamily, 
member 3 


NM_004980 


KCNE1 


potassium voltage-gated channel, Isk-related family, member 1 


NM_000219 


KCNE1L 


potassium voltage-gated channel, Isk-related family, member 1- 
like 


NM_012282 


KCNE2 


potassium voltage-gated channel, isk-related family, member 2 




KCNE3 


potassium voltage-gated channel, Isk-related family, member 3 




KCNF1 


potassium voltage-gated channel, subfamily F, member 1 
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sotassium voltage-gated channel, subfamily G, member 1 1 f 


^IM_002237j 


KCNG2 


aotasslum voltaqe-gated channel, subfamily G. mem ber 2 1 r 


slM_012283 




;)otassium voltage-gated channel, subfamily H (eag-related). |NM_ooz238 
member 1 1 




potassium voltage-gated channel, subfamily H (eag-related). |NM_000238| 
member 2 1 


KCNno 


potassium voltage-gated channel, subfamily H (eag-related). |AB033108 
members 1 


KCNn4 


potassium voltage-gated channel, subfamily H (eag-related). 
member 4 


Lift! 

NM_01 22851 


KCNno 


potassium voltage-gated channel, subfamily H (eag-related), 1 
member 5 


Uo91 85 1 


KCNIP1 


Kv channel-interacting protein 1 1 


NM_01459Z| 


KCNtP2 


Kv channel-interacting protein 2 1 


NM_0 14591 1 


KCNJ1 


potassium inwardly-rectifying channel, subfamily J, member 1 1 




KCNJ10 


potassium inwardly-rectifying channel, subfamily J, member 10 j 


NM__U0^^4 1 1 


KCNJ11 


potassium inwardly-rectifying channel, subfamily J, member 1 1 1 






Dotassium inwardly-rectifying channel, subfamily J, member 12 1 


NM_ut I0^4|..• 


KCNJ1 3 i ^otasslum Inwardly-rectifying channel.subfamlly J , member 1 3 


AJU075D7 1 


KCNJ1 4 ■Sdtasslum inwardly-rectifying channel,subfamily J, member 14 






potassium inwardly-rectifying channel, subfamily J, member 15 






=&Bir 


IcJUiD 1 


KCNJ16 


potassium inwardly-rectifying channel, subfamily J. member 16 


N!vi_0 ioboo| 


KCNJ2 


potassium inwardly-rectifying channel, subfamily J. member 2 


NM_000o9i 1 


KCNJ3 


potassium inwardly-rectifying channel, subfamily J. member 3 


NM_002239 


KCNJ4 


potassium inwardly-rectifying channel, subfamily J, member 4 


NM_004981 


KCNJ5 


potassium Inwardly-rectifying channel, subfamily J, member 5 


NM_000890 


KCNJ6 


potassium lnwardly-rec%ing channel, subfamily J, member 6 


NM_002240 


KCNJ8 


potassium Inwardly-rectifying channel, subfamily J, member 8 


NM_004982 


KCNJ9 


potassium inwardly-rectifying channel, subfamily J, member 9 


NM_004983 


KCNJN1 


potassium inwardly-rectifying channel, subfamily J, inhibitor 1 


NM_002244 


KCNK1 


potassium channel, subfamily K, member 1 (TWlK-1) 


NM_002245 


KCNK10 


potassium diannel, subfamily K. member 1 0 


NM_021161 


KCNK12 


potassium channel, sutitemily K, member 12 


NM_022055 


KCNK13 


potassium channel, subfamily K, member 13 


NM_022054 


KCNK2 


potassium channel, subfamily K, member 2 (TREK-1) 


AF004711 


KCNK3 


potassium channel, subfamily K. member 3 (TASK-1) 


NM_002246 


KCNK4 


potassium inwardly-rectifying channel, subfamily K, member 4 


NM_016611 


KCNK5 


potassium channel, subfemHy K, member 5 (TASK-2) 


NM_003740 


KCNK6 


potassium channel, subfemily K, member 6 (TWIK-2) 


NM_004823| 
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puiassiurn ciiGinii6iy ouuiaiiiiiy fV| iiiciiiuci * 


MM 005714 


KCNK9 


potassium channel, subfamily K. member 9 (TASK-3) 


NM_016601 




puioSSiUiii iciryc cunuuciciiiu^ wciiwiuiii*ciwiivciicu viiciiiiicni 

subfamily M, alpha member 1 


MM 002247 


IVV/iMiViDI 


poiaSoium lary^ cunuuuiciiK^v uaiwiuiii ciuuvaicu uiieiiiiicii 

subfamily M, beta member 1 


NM 004137 




nr\iaeoSiim lorn A /^AnHi if^tsknoa im-fki^ttwsit^H phsnnpl 
pOlaSSiUlII laiyc uUiiUUuloliiUe udlUllJlii~cli#UVolciJ uiiciiiiicif 

subfamily M, beta member 2 


MM 005832 

1 H IVI W WWfc 


l\wl>liVIDO 


poia99iUiii icirgc cunuuuictiiwc i#ciiuiuiii*eiuiivGii«#u uiieiiiiids 

subfamily M beta member 3 


MM 014407 

1 ^ ■ ¥1 W ■ V 




poiaSSIUlli loiyB CUnUUClanCc walUIUll1~'ClwUVoilCU ulloilHlds 

subfamily M, beta member 3-like 


KIM 014406 


l\UiMivlD4 


poiassium large cunQuciance caiciuiTi''avuvoiieu cnaiuici, 
subfamily M. beta member 4 


MM 014505 


l\UNIM 1 


poiassium iiuermeQiaie/smaii conauciance caiciurn-'aciivaieQ 
dionndi ouuiaiiiiiy i^i iiidiiuci i 


MM nn99^R 




poiassium iniermeaiaie/smaii conuuciance uaiciuin-auuvaieQ 

/^hsinnol diKfsimil\/ Kl fn^mhAr 9 

UIIClllllC7l| dUUICIIilliy INf IlldllUwl mm 


MM CkO-iMA 

— • 


l\UiMiMo 


poiassium iniermeoiaie/smaii conQuctance uaiuiuiTi*'acuvoii6Q 

r^hahnfil Qiihfamih/ N fn^rnhpr 3 
i#iiaiiiid| ouwiciiiiiij iiiviiiwi w 




KCNN4 


potassium intermediate/small conductance calcium-activated 

channpl ^uhfamilv N member 4 




KCNQ1 


potassium voltage-gated channel, KQT-like subfamily, member 


NM_000218 






NM 004518 


KCNQ3 


potassium voltage-gated channel, KQT-liice subfamily, member 


NM 004519 




nAfaeeiiim \/nitano.nsitoH chanriAl ICOT^illfO ciihfsimih/ mAmhpr 


NM 004700 


KCNQ5 


potassium voltage-gated channel, KQT-like subfamily, member 


NM 019842 




nntaeeiiim wnHono-nafoH nhannol HplavpH^rwtifiPr QtihfAmiK/ 
puiaSoiUin vuiiay^^ciivU uiiciiiiioiy udsiycvi'icuiiiicii oui/iciiiiiiy 

fifipmhpr 1 

III9IIIUC7I 1 


NM 002251 




poiassium voiiage-yaiBQ cnannei, Qeiayea-reuiiTisri suuTaiiiiiy o. 




KCNS3 


potassium voltage-gated channel, delayed-rectifier, subfamily S, 
member 3 


NM_002252 


KIAA0439 


homolog of yeast ubiquitin-protein ligase Rsp5; potential 
epithelial sodium channel regulator 


AB007899 


KIAA1169 


two-pore channel 1 , homolog 


NM_017901 


KV8.1 


neuronal potassium channel alpha subunit 


NM_014379 


LOC64181 


two pore potassium channel Kr3.3 


NM 022358 


0TRPC4 


vanilloid receptor-related osmotically activated channel; 
OTRPC4 protein 


NM_021625 
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P2RX1 


purinergic receptor P2X, llgand-gated ion channel, 1 \ 




P2RX2 


purinergic receptor P2X. ligand-gated ion channel, 2 


NM_012226 
NM_016318 


P2RX3 


purinergic receptor P2X, ligahd-gated ion channel. 3 


NM_002559 


P2RX4 


purinergic receptor P2X, ligand-gated ion channel. 4 


NM_002560 


P2RX5 


purinergic receptor P2X. llgand-gated ion channel. 5 


NM_002561 


P2RX7 


purinergic receptor P2X. ligand-gated ion channel. 7 


NM 002562 


SCN10A 


sodium channel, voltage-gated, type X, alpha polypeptide 


NM_006514 


SCN11A 


sodium channel, voltage-gated, type XI, alpha polypeptde 


API 88679 


SCN12A 


sodium channel, voltage-gated, type XII, alpha polypeptide 


NM 014139 


SCN1A 


sodium channel, voltage-gated, type 1. alpha polypeptide 


AF225985 


SCN1B 


sodium channel, voltage-gated, type 1, beta polypeptide 


NM 001037 


SCN2A2 


sodium channel, voltage-gated, type II. alpha 2 polypeptide 


NM_021007 


SCN2B 


sodium channel, voltage-gated, type II, beta polypeptide 


NM 004588 


SCN3A 


sodium channel, voltage-gated, type III. alpha polypeptide 


AF225987 


SCN4A 


sodium channel, voltage-gated, type IV, alpha polypeptide 


NM 000334 


SCN5A 


sodium channel, voltage-gated, type V, alpha polypeptide (long 
(electrocardiographic) QT syndrome 3) 


NM_000335 


SCN6A 


sodium channel, voltage-gated, type VI. ©Spha polypeptide^ 


NM 002976 ' 


SCN8A 


sodium channel, voltage gated, type VI5J; alpha polypeptide 


NM 014191 


SCN9A 


sodium channel, voltage-gated, type IX, t^tfiha polypeptsf' . 


NM 002977 ! 


SCNN1A 


sodium channel, nonvoltage-gated 1 alpha 


NM 001038 


SCNN1B 


sodium channel, nonvoltage-gated 1, beta (Liddle syndrome) 


NM 000336 


SCNN1D 


sodium channel, nonvoltage-gated 1 , delta 


NM 002978 


SCNN1G 


sodium channel, nonvoltage-gated 1 , gamma 


NM_001039 


TALK-1 


pancreatic 2P domain potassium channel TALK-1 


NM 032115 


TASK-4 


potassium channel TASK-4; potassium channel TALK-2 


NM 031460 


TRPC1 


transient receptor potential channel 1 


NM 003304 


TRPC2 


transient receptor potential channel 2 


X89067 


TRPC3 


transient receptor potential channel 3 


NM 003305 


TRPC4 


transient receptor potential channel 4 


NM 016179 


TRPC5 


transient receptor potential channel 5 


NM 012471 


TRPC6 


transient receptor potential channel 6 


NM 004621 


TRPC7 


transient receptor potential channel 7 


NM 003307 


VDAC1 


voltage-dependent anion channel 1 


NM_003374 


VDAC1P 


voltage-dependent anion channel 1 pseudogene 


AJ002428 


VDAC2 


voltage-dependent anion channel 2 




VDAC3 


voltage-dependent anion channel 3 




trp7 


putative capacitative calcium channel 





wo 03/083116 




PCT/JP03/03975 



- 3 1 - 

^vito m^mi \tm±m(o^^/v:^\^^^j^*)72^^m^^Vs rnis-PepT 

IJ « N His-tag Vfc PepTl Z^:^ I- .t 9 ji^^^A^^fo 

m 2 PepT2 ^miJ'-r /l^^ Km-t 5 PepT2 ^l^^^-ri^Tfe 5o IJ^-YVU:^!^ 

ufco m^m^ ^•i.m■^m.(D^4/^y:^\^x^n^^^^^^^v^ rHis-PepT2j 

it N His-tag ^#^0 Ufc PepT2 \Z X 5^ ii^ft^^-To 

03 «^ 0ATP-C^m!:7></l';^{J:^3tt5 0ATP-C?S'l4Sr;^-t"iat?fcSo ^^-^/i^:^ 
J^±© OATP-C m^n. t7 -r [^h] h n t) u 

WTJ f»^M0ATP-C%^^-f/w:^fC.^.5^9 3&;?)t»^^b. FOATPhC N130DJ = 
}i N130D mmi^ OATP-C 5^1 , > J: 5 ^ 9 ii^S^^ Us roATP-C V174 > 

AJ «V174A^^#:0ATP-C^m!J'>r/V;^{Cj;5Sll9 3i^*^^-ro Jfc^S, V^-ft^ 
(D OATP-C N ^^tz: ffis-Tag d5#;&P $^^"rV^5o 

HI 4 ft, h PepTl ^ a — ^/l^^fJlccOs PepTl ^^!^'l'/V';^{2:*5ttS P 

epTi ^^(Dm-^^^mi^tc^m^^-rm'^h^o ^^/^^:^m±(o pepTi stt^x 

i^±SD (n=3-4) -e^^UTV^So 

irnmmi'] 

1. PepTi ^mffl^^^ ^ p <^ ^ (omm 
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t h WB9^:^9 y — 3&^e> PGR ^m^^X^±M(0 PepTl mM'T-^^Ml^t^o ^ 
^^(D fc h PepTl a^^^ pBlueBacHis2A (Invitrogen) \zWAir^ ^if^h'^ 
j/j5^-7 3^_^^^w-pBlueBacHis-PepTl ^'f^i^Urcl^^ Bac-N-Blue transfectio 

nkit (Invitrogen) ^ffiV>TBac-N-Blue DM b9 V^^T ^^^-t: 

Sf9 ^Ji&{ci#A-t"5 r ^ -et b PepTl ^m^^ilx. 1?^ /V^^^^3ilLfCo fiP*>^ 
4 M g 05 pBlueBacHis-PepTl ^ Bac-N-Blue DNA (^liP ^hKlrnLCD Grace' s 
«fi(GIBC0)20/iL OCell PECTIN ^^^Sr*P;t. m^B.U ^^fi-^ 15 ^rai^gUfc=^. 
Grace' s mM-^ 1 Hl^^it 2 X 10'1@(D Sf9 ^BJISiclJST VfCo 4 ^W^S 

Ufc^. ^ e> JJ: 2inL (10% ^7 Vj^J^JkM (Sigma ^ijSD ^ lOOunits/mL (D 

i^V^. RXJ^ 100 /i g/mL ;5^hV:7'b-^--ri/i^ (GIBCO-BRL ^tM) Sr-g-tf Grace' 
si^^)^^>P;t. 27r-e^«U:rc:o ^9lHl^fi^;tl'J:«9f^^^ttfct f PepTl ^P. 

^*>. -blBlJ: J; 9 bfcj|aiSl;t i^^-r /v-:^ ^ M0I= 5 i S J: 5 1- booidL (D Sf 9 
J^sa(2XloVmL)l::^^$'^;feo 27'C-e3 BK^^U:^^. :^^mSr800Xg-Cl 

f^:Jl?t«45,000Xg-e30 5^raJt'L^bfc^. tWi^lf PBS Icl^^U ^h\^800 

X g 15 5>^*LN-r 5 r t -^mm^m^^m^ vtio ±mnnm 45. ooox g 30 
mM'b- ufcm^ ttiii^ ^ PBS Knmm vf!Lh(D ^mwM 4 /i^;^ n9r hx^t^o 

5& b U^i^ Sf-9 JNBi©l^-b-e<^ PepTl His Jt^^ffi V^fc ^ 

^^If-em^UfCo :^fc. ^V/-?^®^^«Dc Protein Assay kit (Bio-Rad) ^ 

2. PepTl atBj^^ 

["C] ^ V ->/V-f/ly=i -y^^^m^B. 50 fiVLKtjl^^^JiZ. BBSS (pH6. 0) "C^J^ 
^^^^ bfCo l^-f/V;^^l^40ML(100Mg®e)^l:37°CT'30 5)'^::7'W^^ 
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;;^|||E:7^/V^— trffiV>T!R5l^ijaU. 5niL (©Si^^-f^Jh^K-t? 2 Hl^fe^Ufeo 1^:7^ 

1. PepT2 ^m.mm^<^^ xi^y(J\^:^ (Q'^Wi 

h y — h^^^ PepT2 atii^^Sr^ai U/Co ^-^^(O t: h Pep 

;S^=i— Ki-55t'S^fi^ PCR^fflV>TpBlueBacHis2A (Invitrogen) icl^l^iZ^ 
tf ^ ^ •e^:^:S<?5 PepT2 b 7 >':^ :7 r — ^ — (pBlueBac) ^f^3^ bs l> ^ /l^^ 

DNA Sf-9 wmzM7^\^1-z., *si^m^;tl5i J; «5 f^iS^tb^fcmja^i^-r /v^ 

Sf-9 ^IfelJl^S^^-*. -^»r-B^«#l-!>-^'/V:^'5J btJ^lC Sf-9 «I^Ji--<D Pe 
pT2 (O^Wtfs^ fCo ^ ^ ^'^^ ^ ^ t^l- Sf-9 ^Jiaii^Jb-CO PepT2 ^Wi^^ His 
^#:^^V^fc!^/^^^?>'^Wr'?ft^bf^:o PepT2 stfe^^^ffiV^fc 

2. PepT2:^tMj@^ 

PH] y ^z/V-if/Vra v'V^J^i^^ 0. S^M (31/.^ 5 J; 5 I- HBSS(pH6. 0) "C^f^U. 
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mmm^t v-^o ^^-r/v-;^^ 40/iL(ioo/t g ^ six^-v^ so w 

1. OATP-C ^mw^^^'^e^ ^ ^ -'^^ <z>^^ 

b OATP-C (OATP-C WT) ^=i — K-f-^ cDNA J*i^T<^± 5 UT:^ 

— <Z)J|a^-a'*?'^t2^«t5 PCR is: J; ^ OATP-C WT cDNA 2 oO^^ti^l^^ttii^iUfzio 

0AHC17 Zfy-^"^^ : 5' gat ggt acc aaa ctg age ate aac aac aaa aac 3' 

0AHC18 Zfy^'^^'.B' gat ggt acc cat ega gaa tea gta gga gtt ate 3' 
(ia^J#-^: 2) 
3"til 

0AHC21 'fy^'^^ : 5' gat ggt acc tac cct ggg ate tet gtt ttc taa 3' 

(ia^J#-S- : 3) 
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0AHC22 T'^-I''^— : 5' gat ggt acc gtt tgg aaa cac aga age aga agt 3' 

(ia^J#-^: 4) 

:i e> (Dm)T-^^Mn pT7Blue-T ^i!^ ^ — (Novagen iJli^::^^ o — — >' 
iJ^U <7);5:v>^t3— ^'^^Ui/ho fi'Si 9-8^5 '^^l2:#^'t"S Bgl II 

hT'M#^»J^Ufc^> Kpn I1^>r b-e^^b. pcDNA3-< 

(Invitrogen th) Kpn I i^-T M^im^ii^. pcDNA3/0ATP-C WT tr#fc 
^tJl, pcDNA3/0ATP-C WT SrilMi GeneEditor™ (Promega%h) ^ffiV^fciJ? 

Kitro ^^-i5'v?ai;!'>v';=<>l3:i;«9. i30#@<^)T^^-^7^xdsr:^/-«^^>'^l- 

^MU^ OATP-C N130D ^ji e>t;«lJl 174#i <0^^y >7!)^Ty=^:y\^MM\^f^ OATP-C 
V174A*^^tt-€tl/='^Fi"S cDNA(©f^®l|crfTofCo ^M^Affl:?'^'!'-^— 

OATP-C N130Dffi::/7-l'-^^' ; ^^'<>- A:-t aat ate gat tea tea gaa aat 3' ■ ^ 

(mmm^ : 5) 

OATP-C VnU.^Zfv^-^^ : 3' egg ata tat gcg ttc atg ggt aat 3' 
(@B^J#-^ : 6) 

DNAi^^-a-^L^o rtb^::»Cj^mi-^AU. GeneEditor™^^i^«K'|4i5'n->- 

^t2-i^ (pcDNA3/0ATP-C N130D. *5 J;t^pcDNA3/0ATP-C V174A) ^MlRUfCo 
^fcl::, peDNA3/0ATP-C WT. pcDNA3/0ATP-C N130D. *3 pcDNA3/0ATP-C V174 

\Z. Sal I i^-r b ^#;UP Ufc^tL^tbt^ cDNA :|rliit'IUfCo 

C45 IT^^W"^"- : 5' gat gtc gac tta aca atg tgt ttc act 3' (iB^!j#-§- : 
7) 

C58 Zfv-i-^^ : 5' gat gtc gac tat gga cca aaa tea aca t 3' (iB^y# 
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8) 

:i^^^Sal Ilc:J:9^©fUs pBlueBac His2A^:5'^'- (Invitrogen ^fc) (O 
Sal lih-f Y\Z.m)^'ib>t^Z.}L\^^'0 . N5ld^le:His-tag;as#;0P$^fc^OATP-C^ 
=1 — K-t"S b ^ :7 T — ^ — (pBlueBac His2A/0ATP-C WT^ pBlu 
eBac His2A/0ATP-C N130D. pBlueBac His2A/0ATP-C V174A) trf^MUfJlo 

Bac-N-Blue h7:^;^:73^:J^i/3 ^^^ix h (Invitrogen ^h) %fflV^T^ 
^^^_^^^^V^DNA^*i-Sf-9j^Jiai3l^AU:^o 5-8 0^121. :^«-h^4' 

/V>^l^_h-e(?? OATP-C ^^}*^ His V^fc IJ'^;^ tJ' 

2. 0ATP-G^El4.?tfl' ■ ■ 

f T3 V i^if^mja-^^^^J^ift^ lOnM J& 5 J: 5 HBSS (pH7. 4) 
U ^^m^LfCo e'-</V'^^^^20AiL (50/. g ^6) <Sr37'C-e30^re:7'V . 

^v^ca.^— bu. ^^^)37'C^?J^?au-cv^fc^K^f^^l80AlL^;&PU ^^S^^ 
WM^-^f-o 7^C^frUTV^fcHBSS (pH7.4) (£;t. ^iS#ifcfiKfcB&-r) 

N7«{^ His-tag %#;!jPUfc 3 SIS© OATP-C ^miJ'^/l-^T't^ra^^ b ^ 
l^TSmm.-^^(OWitA^>^^^ 3 lCl:^b;fco OATP-C ^^mUTV^fiV^I?^M 
t^^/V><.JJ:tt;^T. OATP-C N130D. V174A 57 -f&i 41 -f^. 3 
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•ft. OATP-C^^'f*^ (N130D. V174A) © l^-T /V^I^-t^^^^tl^^Ji^^ti-efeS 

["C] i?' y V/Vif =1 <lr J^^t J^SO MlJl J^i S <t 5 l-HBSS (pH6. 0) -^^f^ b . 
l;iHis-tag^#^IP UfcPepTmmm^^^'^ ^ ^ /V;^^20 fiL (50 m 6 ) ^ 
5!|C^^UTV^:feHBSS (pH7.4) (^T> rSlSI^-lt^J tmir) ^ImLmnV. ^It^ 

^ hPepTl^ / ^ a — ^/V-^^^l^l J; SPepTimil^ia^Sria 4 IJI^ bl/ho ^fl^^ 
;j?:^TT-<?5PepTl^'|4^^Mi:b-C100X'^UfCo 3®®<^^t bPepTl^/ iJ' t=- 
PepTl^lft^PJ-WbfCo ;i(Z>PepTl?§'l4PlW»:i^ti-fi«J (Student© t 
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•rsrirtcj:^ b^i^^^si^-^— igi!);^<Z)l^^x SitJ^'^j^^'T" 
^ Ki-55t'^^l-*5tt^ SNPs ^S^fft-fflv>S r ^ > ; .. 



wo 03/083116 




PCT/JP03/03975 



- 3 9 - 



1. b9>';;^jH-i5^-^=i-K-rsal^^^^tPmm^!>-f^^^^i^^^-^^- 
^ — -e s If 1 ~ 3 V ^■r tvd^lB^ (D:^^^ 

11. b 7 ^ — PepTU PepT2 Xf* OATP-C "^fe Sft*^ 1 0 

1 3. ^^/V;^;$5tH^/<?dE^3Lta ij7>r/v;^'CfcSli^3Si 2|Bifeo:fe^^feo 
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15. >y^^-"$f^7!^ PepTl> PepT2 OATP-C "Cfc Sit 1 4 

(a) e^-r/^^i^-hJ- ^^i^^^^^^^^^^"^^^®- 
--et).5 > It:^^ 16-19 V^-m*^fB^<^:^&e • 
2 1. i - ^ • — — PepTl. PepT2 yjit OATP-C S x 2 0 IB .. 

2 2. »^^7V;^dSmm-@^^tl'"CV^Sr ifSri^^^-rSlf^^l 6-2 ^V^ 
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SEQUENCE LISTING 



<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> Method for Screening of Inhibitors of Transporters 

<130> C1-A0206P 

<150> JP 2002- 96038 
<151> 2002-03-29 

<160> 8 

<170> PatentIn version 3. 1 

<210> 1 

<211> 33 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized primer sequence 
<400> 1 

gatggtacca aactgagcat caacaacaaa aac 
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<210> 2 

<211> 33 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized primer sequence 
<400> 2 

gatggtaccc atcgagaatc agtaggagtt ate 

<210> 3 

<211> 33 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized primer sequence 
<400> 3 

gatggtacct accctgggat ctctgttttc taa 



<210> 4 
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<211> 33 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized primer sequence 
<400> 4 

gatggtaccg tttggaaaca cagaagcaga agt 

<210> 5 

<211> 27 

<212> DNA 

<213> Artificial 

<220> 

<223> an artificially synthesized primer sequence 
<400> 5 

gaaactaata tcgattcatc agaaaat 

<210> 6 
<211> 27 
<212> DNA 



wo 03/083116 



4/5 



<213> Artificial 
<220> 

<223> an artificially synthesized primer sequence 
<400> 6 

atgtggatat atgcgttcat gggtaat 

<210> 7 

<211> 27 

<212> DNA 

<213> Arti:! f ial 

<220> 

<223> an artificially synthesized primer sequence 
<400> 7 

gatgtcgact taacaatgtg tttcact 

<210> 8 

<211> 28 

<212> DNA 

<213> Artificial 
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<220> 

<223> an artificially synthesized primer sequence 



<400> 8 

gatgtcgact atggaccaaa atcaacat 
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